Proteomic data analysis
The proteomic analysis was undertaken in two parts: the first determined if a protein was present at a detectable level following each purification step, and the second looked quantitatively at how the levels of proteins varied between the different stages of purification. These two steps were carried out separately and then merged together to produce the final dataset. To determine protein presence/absence at the detectable level, two labels in the first iTRAQ experiment (113 and 121) were kept unused, to provide an experimental dataset to model noise in the system and establish a limit of detection. The mean value of all the background noise was used as a cut-off and any iTRAQ reporter ion intensities below this point were converted to 0 for the purpose of this part of the analysis. For each stage of purification, peptide spectral matches (PSMs) lacking relative quantifications for each replicate were removed from analysis. Any protein, with 3 or more unique peptides remaining after this were considered to be detectable at that purification stage.
To investigate changing protein amounts throughout purification, a value equal to 1% of the mean reporter ion intensity was added to all label quantifications for each PSM 32 to account for absent reporter ions intensities, which may have significance in terms of protein amount. The proteins were then quantified by taking the mean of the logtransformed PSMs, and these data were used to produce heatmap figures investigating global effects, using the gplots package in R. A consistent drop/rise in the amount of protein at any stage of purification was determined if the following equations were evaluated as true:
Decrease:
% − 0.9× % < 0
Increase: 0.9× ( % ) -( % ) > 0
Where A and B are protein quants for the prior and posterior conditions respectively, and i indicates replicates. Both lists were then merged together, generating a list of proteins that were either consistently reduced or dropped below (our defined) limit of detection; as well as a list of proteins that were still detectable. Proteins that appeared to have increased in concentration relative to the previous stage were classed as preferentially retained.
Proteins were assigned as enriched or depleted during the process, using the following calculation based on analysis of mean iTRAQ ratio and taking replicates into account. 
